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RESEARCH CATEGORY: Replicon Studies 
RESEARCH SUBCATEGORY: Lassa/lnfluenza Replicon 

EXPERIMENT: Experiment two of Lassa replicon in mice - initial studies of HA replicon in mice 
EXPERIMENT DESIGNATOR: L9506291 

1. 6/29/95 - initial bleed on mice 

a. Mice 1 , 2, and 3 from each of ten groups 

2. 6/30/95 - Inoculation of mice 
a. Groups 

110 mice negative control HBSS (0,5 ml) per mouse; SQ 

2. 10 mice 3x10+7 HA PFU in medium (0.5 ml) per mouse; SQ 

3. 10 mice 3x10+5 HA PFU in medium (0.5 ml) per mouse; SQ 

4. 10 mice 3x10+3 HA PFU in medium (0.5 ml) per mouse; SQ 

5. 10 mice 4x10+6 HA PFU in TNE (0,5 ml) per mouse; SQ 

6. 10 mice negative control HBSS (1 .0 ml) per mouse; SQ 

7. 10 mice 3x10+6 LSN I.U./double helper in medium (1 ml) per mouse;SQ 

8. 10 mice 3x10+4 LSN I.U./double helper in medium (1 ml) per mouse;SQ 

9. 10 mice 3x10+6 LSN I.U./single helper in medium (1 ml) per mouse;SQ 
10. 10 mice 3x10+4 LSN I.U /single helper in medium (1 ml) per mouse;SQ 

3. 9/6/95 - VEE ELISA Day 14 post inoculation 

a. Coat Plates with Antigen - Protocol - ELISA2.PRO 
I. Antigen -L8 VEE 7/28/95 -1.98 mg/ml 

ii. Dilute in ELISA binding buffer and dispense in plates as described in protocol 

4. 9/7/95 - Complete VEE ELISA Day 14 post inoculation 

a. Protocol - ELISA2.PRO 

b. Starting serum dilution 1:100 

c. Secondary antibody dilution (Amersham HRP) 1 :7000 

d. ABTS substrate 

e. results see file and spreadsheet 9506291 b.XLS 

5. 9/1 1/95 - VEE ELISA Day 28 post inoculation 
a. Coat Plates with Antigen - Protocol - ELISA2.PRO 

i\ Antigen -L8 VEE 7/28/95 -1.98 mg/ml 

ii. Dilute in ELISA binding buffer and dispense in plates as described in protocol 

6. 9/12/95 - Complete VEE ELISA Day 28 post inoculation 

a. Protocol \ELISA2,PRO 

b. Starting serum dilution 1 : 1 00 

c. Secondary antibody dilution (Amersham HRP) 1 :7000 

d. ABTS substrate 

e. results see file and spreadsheet 9506291 b.XLS 

7. 9/1 3/95 - VEE ELISA Day &6 post inoculation 

a. Coat Plates with Antigen - Protocol - ELISA2PRO 
i. Antigen - L8 VEE 7/28/95 - 1 .98 mg/ml 

iL Dilute in ELISA binding buffer and dispense in plates as described in protocol 
o. 9/14/95 

a. Complete VEE ELISA Day 56 post inoculation 
i. Protocol - ELISA2.PRO 
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ii. Starting serum dilution 1:100 

iiL Secondary antibody dilution (Amersham HRP) 1 :7000 

iv. ABTS substrate 

v. results see file and spreadsheet 9506291 b.XLS 
b. VEE EL ISA Day 42 post inoculation 

L Coat Plates with Antigen - Protocol - ELISA2PRO 

(1 ) Antigen - L8 VEE 7/28/95 - 1 .98 mg/ml 

(2) Dilute in EL ISA binding buffer and dispense in plates as described in protocol 

9. 9/15/95 

a. Complete VEE ELISA Day 42 post inoculation 
L Protocol - ELISA2PRO 
ii. Starting serum dilution 1 : 1 00 
iiL Secondary antibody dilution (Amersham HRP) 1 :7000 

iv. ABTS substrate 

v. results see file and spreadsheet 9506291 b.XLS 

10. 9/1 8/95 - VEE ELISA Day 70 post inoculation 

a. Coat Plates with Antigen - Protocol - ELISA2PRO 
L Antigen - L8 VEE 7/28/95 - 1 .98 mg/ml 

ii. Dilute in ELISA binding buffer and dispense in plates as described in protocol 

1 1 . 9/1 9/95 - Complete VEE ELISA Day 70 post inoculation 

a. Protocol - ELISA2PRO 

b. Starting serum dilution 1:100 

c. Secondary antibody dilution (Amersham HRP) 1 :7000 

d. ABTS substrate 

e. results see file and spreadsheet 9506291b.XLS 

1 2. 1 0/1 1/95 - HA ELISA Day 14 post inoculation 

a. Coat Plates with Antigen - Protocol - ELISA2PRO 

i. Antigen - Connaught Influenza A and B vaccine Lot 4 J501 053 

iL Dilute in ELISA binding buffer 1 :22.5 (4 ug HA/ml) and dispense in plates as described in 
protocol. 

13. 10/12/95 

a. Complete HA ELISA Day 14 post inoculation 
i. Protocol - ELISA2PRO 

iL Starting serum dilution 1:100 

iiL Secondary antibody dilution (Amersham HRP) 1 :7000 

iv. ABTS substrate 

v. results see file and spreadsheet 9506291 bJ<LS 

b. HA ELISA Day 28 and 42 post inoculation 

L Coat Plates with Antigen - Protocol - ELISA2PRO 

(1 ) Antigen - Connaught Influenza A and B vaccine Lot 4J501 053 

(2) Dilute in ELISA binding buffer 1 .22.5 (4 ug HA/ml) and dispense in plates as described in 
protocol. 

14. 10/13/95 - Complete HA ELISA Day 28 and 42 post inoculation 

a. Protocol - ELISA2PRO 

b. Starting serum dilution 1 :1 00 

c. Secondary antibody dilution (Amersham HRP) 1 :7000 

d. ABTS substrate 

e. results see file and spreadsheet 9506291 bJKLS 

15. 10/17/95 - HA ELISA Day 42 and 56 post inoculation 
a- Coat Plates with Antigen - Protocol - ELISA2PRO 

I Antigen - Connaught Influenzal and B vaccine Lot 4J501053 
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16. 10/18/95 - Complete HA ELISA Day 42 and 56 post inoculation 

a. Protocol - ELISA2.PRO 

b. Starting serum dilution 1:100 

c. Secondary antibody dilution (Amersham HRP) 1 7000 

d. ABTS substrate 

e. results see file and spreadsheet 9506291 b XLS 

17. 10/20/95- Day 112 Bleed 

18. 10/24/95 - Influenza Challenge 

a. Challenge Stock - PR/8/34, prepared in chick embryos by Nancy Davis 

b. 3.33x10 Egg infectious doses (3.33 MLD50) Intranasal 
i. 10 ul into a nostril 

c. Groups 1-5 challenged 

<ft ?'< mo£1 S °! f ach mouse t0 be checked d a»y " see Excel spreadsheet 9506291 c XLS 

19. 11/13/95- Influenza Challenge -Day 136 

a. Challenge Stock - PR/8/34, prepared in chick embryos by Nancy Davis 

b. 3.33 x 10 Egg infectious doses (3.33 MLD 50 ) Intranasal 

i. 1 0 ul into a each nostril 

ii. final dose = 6.66x 10 5 Egg infectious doses 

c. Groups 6-10 challenged 

on ?H C ^! SS r? f f ach mOUSe t0 be checked dai| y - see Excel spreadsheet 9506291 d XLS 

anttaens" 6rm,ne effectiveness of VEE ELISA completed using mouse sera - Using negative 

a. Protocol - ELISA2.PRO 

b. Antigens tested - each in a different plate 

i. VEE -7/28/95 1.98 mg/ml 

ii. SIN - 6/1 0/95 1 .06 mg/ml 

iii. VSV- 2/24/94 679 ug/ml 

c. Sera tested - Group 2, mouse 4 

i. 28, 42, 56, and 70 days post-start 

ii. 1 : 1 00 starting dilution - 2-fold to 1 :204800 
Deten ™" ne effectiveness of VEE ELISA completed using mouse sera - Using negative 

8 vpp 22 "J**? P i at6S (S ', N an . d y? V) were avera 9 _ed and subtracted from ODs obtained from 
b lifers ^ CalCUlated from ne 9 ative controls and titrations determined 

Day PI Titer 

28 <100 

42 1200 

56 51200 

70 102400 

c. See results and layout in file and spreadsheet 9506291d xls 

i /2 ^!te2^aS|^S W ^'" ,,, ^ US, ' n9 protoco1 estab,ished 1/16/96 - 1/17/96 

b. Antigens tested - each in a different plate 

i. VEE -7/28/95 1.98 mg/ml 

ii. SIN -6/10/95 1.06 mg/ml 

c. Sera tested - Group 2, mouse 1,2,5,6,7,8,9,10 
i. 28, 42 days post-start 
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il 1 :400 starting dilution - 2-fold 

23. 1/23/96 

a, Repeat ELISA against VEE antigen using protocol established 1/16/96 -1/17/96 

L ODs from control plates (SIN) were averaged and subtracted from ODs obtained from VEE 
plate. A cutoff was calculated from negative controls and titrations determined 

h. See results and layout in file and spreadsheet 9506291d.xls 

b. Prepare purified Influenza virus for test against vaccine antigen used in original ELISA tests 
L Protocol - INFLUPURPRO 

ii. Step and linear gradients 

24. 1/24/96 - Complete preparation of purified Influenza virus for test against vaccine antigen used in 
original ELISA tests 

a. Protocol - INFLUPURPRO 

b. Complete protocol 

c. Protein assay on suspended viral pellet. 

25. 1/30/95 - Determine effectiveness of Influenza ELISA completed using mouse sera - Against vaccine 
and purified antigens antigens 

a. Protocol - ELISA2PRO 

b. Antigens tested - each in a different plate 

i. Connaught Influenza A and B vaccine Lot 4J501053 - 1 :22.5 

ii. Sucrose density purified Influenza PR/8/34 1/1 8/96 - 88 ug/ml - 1 :22 

iii. None - binding buffer alone 

c. Samples to be tested: 

i. 1-1, day42(-) control 

ii. 2-1, day 56 

iii. 2-8, day 14 

iv. 5-9, day 56 

26. 1/31/96 - Complete determination of effectiveness of Influenza ELISA completed using mouse sera - 
Against vaccine and purified antigens antigens 

a. Antibodies diluted by 2-fold dilutions starting at 1 :200 

b. All other steps as per protocol 

c. See results in file and spreadsheet 

27. 2/3/96 - Suckling Mouse Neurovirulence of HA Replicon 

a. Virus Groups 

i. Medium Control 

HA+Double Helper 7/22/95 . 5 x 10* IU, 0 PFU/ml (1 .25 x 10 4 IU, 0 PFU/mouse) 
HA+Double Helper 7/22/95 - 5 x 10 7 IU, 0 PFU/ml (1.25 x 10* IU, 0 PFU/mouse 
HMSing e Helper 3/30/95 - 5 x 10 IU, 5 x 10J PFU/ml (1.25 x tO 4 IU, 1 .25 x 10 1 PFU/mouse) 

vii. V3014 5x 10 2 PFU/ml (1.25 x 10 1 PFU/mouse) 

viii. V3014 5 x 10 4 PFU/ml (1.25 x 10 3 PFU/mouse) 

ix. V301 4 5 x 10 7 PFU/ml (1 .25 x 1 0 6 PFU/mouse) 

x. V30OO 5 xtO* PFU/ml (1. 25 x 10 3 PFU/mouse) 

b. Inoculate 0.025 ml of each group into 10 mouse groups 

c. Mice are 3 days old at inoculation. 

d. see results in file 

e. Data collection complete 2/1 9/96 - V301 4 SMLDso = 1 6 PFU 
28. 2/8/96 - VEE ELISA on mouse sera .- repeat 

a. Protocol ELISA2.PRO 

b. Anitgens - used at 400 ng/well 

i. VEE 7/28/95 (box 6A) - 1 .98 mg/ml - dilute 1 :495 (1 72 ul into 85 ml buffer) 



ii. 
iii 
iv 
v. 
vi. 
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29 P/Q/QR r^/^^Mol 96 (b ° X 1 ° K) ' 139 m9/ml ' di,ute 1:347 5 < 245 ul in *> 85 ml buffer) 

29. 2/9/96 - Complete VEE EL ISA on mouse sera - repeat 

a. Protocol ELISA2.PRO 

b. See results in file and spreadsheet 9506291 F XLS 

30. 2/11/96 - VEE EL ISA on mouse sera - repeat 

a. Protocol ELISA2.PRO 

b. Anitgens - used at 400 ng/well 

i. VEE 7/28/95- 1.98 mg/ml 

ii. VSVNJ(RV1 09) 2/2/96- 1.39 mg/ml 

31. 2/12/96 - Complete VEE ELISA on mouse sera - repeat 

a. Protocol ELISA2.PRO 

b. See results in file and spreadsheet 95062911 XLS 

32. 2/20/96 - VEE ELISA on mouse sera - repeat 

a. Protocol ELISA2.PRO 

b. Anitgens - used at 400 ng/well 

i. VEE 7/28/95 -1.98 mg/ml 

ii. VSV N J (RV1 09) 2/2/96 - 1 .39 mg/ml 

33. 2/21/96 

a. Complete VEE ELISA on mouse sera - repeat 

i. Protocol ELISA2.PRO 

ii. See results in file and spreadsheet 9506291 K XLS 

b. VEE ELISA on mouse sera - repeat 

i. Protocol ELISA2. PRO 

ii. Anitgens - used at 400 ng/well 

(1) VEE 12/10/93 - 2.53 mg/ml 

(2) VSV NJ (RV1 09) 2/2/96 - 1 .39 mg/ml 

34. 2/22/96 - Complete VEE ELISA on mouse sera - repeat 

a. Protocol ELISA2.PRO 

b. See results in file and spreadsheet 9506291 L.XLS 

35. 3/18/96 - Lassa ELISA on mouse sera 

a. Protocol ELISA2.PRO 

b. Anitgens 

i. Lassa - Josia strain - Day 4 - from Vero cells - 2/21/96 - 54 ug/ml 

h. Normal Vero Cell lysate; psg 47,98,20; homogenous mixture washed in bor. saline pH 
*v,V 9.0+tntonX-100 3 May 90; from Cindy Rossi -Use at 1:2000 

36. 3/19/96 

a. Complete Lassa ELISA on mouse sera 

i. Protocol ELISA2.PRO 
ii. Sera - Group 6 

HI. See results in file and spreadsheet 9506291 M.XLS 

b. Lassa ELISA on mouse sera 

i. Protocol ELISA2PRO 

ii. Anitgens 

(1) Lassa - Josia strain - Day 4 - from Vero cells - 2/21/96 - 54 ug/ml 

(2) Normal Vero Cell lysate; psg 47,98,20; homogenous mixture washed in bor. saline dH 

^ *«w~ 90+trit ° n X-100 3 May 90; from Cindy Rossi - Use at 1:2000 P 

37. 3/20/96 

a. Complete Lassa ELISA on mouse sera 
I Protocol EL1SA2.PRO 
ii. Sera -Group 7 

Hi. See results in file and spreadsheet 9506291 N .XLS 
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38. 4/9/96 - Lassa ELISA on mouse sera 

a. Protocol ELISA2PRO 

b. Anitgens 

I Lassa - Josia strain - Day 4 - from Vero cells - 2/21/96 - 54 ug/ml (1 :2000) 
ii. BSA - Use at 0.06 ug/ml 

39. 4/10/96 

a. Complete Lassa ELISA on mouse sera 

i. Protocol ELISA2.PRO 

ii. Sera - Group 5, day 28 and 70; group 9, days 28, 70 and 128; group 10, days 28, 70 and 128 

iii. See results in file and spreadsheet 9506291 0.XLS 

b. Start Influenza and VEE ELISA 
i. Protocol ELISA2.PRO 

H. Antigens 

(1) Connaught Influenza A and B vaccine Lot 4J501053 - 1:22.5 

(2) VEE 12/10/93 (2.53 mg/ml) 400 ng/well 

(3) VSV 2/2/96 (1 .39 mg/ml) 400 ng/well 

40. 4/1 1/96 - Complete Lassa ELISA on mouse sera 

a. Protocol ELISA2.PRO 

b. Sera 

i. HA - Group 9, days 28, 70 and 128; group 10, days 28, 70 and 128 

ii. VEE -Group 10, day 128 

c. See results in file and spreadsheet 9506291 P.XLS 

41 . 4/17/96 - Start Influenza ELISA on mouse sera 

L Protocol ELISA2PRO 
ii. Antigens 

(1) Purified Influenza PR/8/34 - 1/24/96; 88ug/ml 

42. 4/18/96 - Complete Influenza ELISA on mouse sera 

a. Protocol ELISA2PRO 

b. Sera 

i. HA - Group 2, 3,4,5, 9, 1 0 day 28 and 70 
a See results in file and spreadsheet ELISAFNL.XLS 

43. 4/30/96 - Start Influenza ELISA on mouse sera 

i. Protocol ELISA2PRO 

ii. Antigens 

(1 ) Purified Influenza PR/8/34 - 4/1 6/96; 1 56 ug/ml 

44. 5/1/96 - Complete Influenza ELISA on mouse sera 

a. Protocol ELISA2PRO 

b. Sera 

i. HA - Group 9, 10 day 128 

c. See results in file and spreadsheet ELISAFNL.XLS 

45. 5/6/96 - Start Influenza ELISA on mouse sera 

a. Protocol ELISA2PRO 

b. Antigens 

i. Purified Influenza PR/8/34 -4/1 6/96; 156 ug/ml 

46. 5/7/96 

a. Complete Influenza ELISA on mouse sera 

i. Protocol ELISA2PRO 

ii. Sera 

(1) HA - Group 9 day 128; Group 6 days 14,28,42,56,70,84,98,1 12 

iii. See results in file and spreadsheet ELISAFNL.XLS 

b. Start Influenza ELISA on mouse sera 
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i. Protocol ELISA2.PRO 

ii. Antigens 

(1) Purified Influenza PR/8/34 - 4/16/96; 156 ug/ml 

47. 5/8/96 - Complete Influenza ELISA on mouse sera 

a. Protocol ELISA2.PRO 

b. Sera 

i. HA - Group 6 day 112, 128; Group 7 and 8 days 98,112, 128 

c. See results in file and spreadsheet ELISAFNL XLS 

48. 5/9/96 - Start Lassa ELISA on mouse sera 

a. Protocol ELISA2.PRO 

b. Antigens 

i. Lassa Antigen 2/21/96 - 54.5 ug/ml (dilute 1 :1 560) 

49. 5/10/96 

a. Complete Lassa ELISA on mouse sera 

i. Protocol ELISA2.PRO 

ii. Sera , 

(1) Group 6 day 98 112,128; Group 7 days 14,28,42.56,70,84,98,112, 128; Group 8 day 14 
in. See results in file and spreadsheet ELISAFNL XLS 

50. 5/14/96 - Start Lassa ELISA on mouse sera 

a. Protocol ELISA2.PRO 

b. Antigens 

i. Lassa Antigen 2/21/96 -54.5 ug/ml (dilute 1:1560) 
51.5/15/96 V } 

a. Complete Lassa ELISA on mouse sera 

i. Protocol ELISA2.PRO 

ii. Sera 

(1) Group 8 day 28, 42, 56, 70, 84, 1 12, 128 

iii. See results in file and spreadsheet ELISAFNL.XLS 

b. Start VEE ELISA on mouse sera 

i. Protocol ELISA2.PRO 

ii. Antigens s 

(1 ) VEE 1 2/1 0/93 (2.53 mg/ml) 400 ng/well 

(2) VSV 2/2/96 (1 .39 mg/ml) 400 ng/well 
52. 5/1 6/96 - Complete VEE ELISA on mouse sera 

a. Protocol ELISA2.PRO 

b. Sera 

i. Group 6 day 128; group 8 day 56. 70, 128 

c. See results in file and spreadsheet ELISAFNL.XLS 
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